In vitro stability of IR-780
Meanwhile, the IR-780 stability of different adding layers was evaluated by measuring the absorbance using UV/visible spectrophotometer (PerkinElmer U-2800; Hitachi, Tokyo, Japan).
To determine whether there are any losses of IR-780 after 4 coating layers, the loaded IR-780 before and after coating were analyzed by UV/visible spectrophotometer. with Annexin V/PI kit before analyzing using flow cytometry (FACSCalibur; BD Biosciences, USA).
Isolation of the CD4 + CD25 + Treg cells and CD8 + T cells

Coculture system
Briefly, Treg cells were seeded on the transwells (pore size: 0.4 µm) and B16 cells were added on the bottom of the 12-well plate. After 24 h, LBL hNPs (GITR + ), LBL hNPs (IgG isotype) were premixed with cell culture medium and added to the 12-well. After 6 h incubation time,
Treg cells on the transwells and B16 cells on the bottom were harvested separately and measured using flow cytometry.
In vitro cellular uptake of GITR-PLGA cores by Treg cells
The specific cellular uptake of GITR-PLGA cores by Treg cells were confirmed by 
